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&mm^mm^^x ??t&r* i &%\mz§&mgit2>b, ppar7©i>#> h-/^ 

zf-x M'^5f7V'Ji;>^>, £tzl±7°ux#y^>i?>&&TT'mffiM 
m^CDfr<bft%\%&ZgtlZ> (Tontonoz et al., 1994 Cell, 79 1147-1156; B.M. 
Forman et al. (1995) Cell 83: 803-812; S.A. Kliewer et al. (1995) Cell 83: 

8i3-8i9) 0 mmmmz^xit, Y?^y\±mmmw&<Dftit\zm : &-?z>&fc=?x-& 

Z> 422/aP2 N J — ;i/t?;i/ b? (PEPCK)s *«fct>*U 

■R-yuv-j >'J^— fe* (LPL) ^£?St£fbT&o ISBU -n^o?ifE^©7'o^E- 
* — PPM7l£-n£lHi#^£tiT^6 (Tontonoz et al. , 1994 Genes and Dev. 
8, 1224-1234; K. Schoonjans et al. (1996) EMBO J. 15: 5336-5348),, Z\1xt> 

vnmfr h , ppar r itmmmm^ \zh-?xmhta% &zz.£&mwis 
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Tl^Z.b&WZ frlZZ tifz (M. Ricote et al. (1998) Nature 391: 79-82; C. 
Jiang etal. (1998) Nature 391: 82-86; L. Nagyetal. (1998) Cell 93: 229-240; 
P. Tontonoz et al. (1998) Cell 93: 241-252) 0 

ADD-1 1^5:577^ 'J-{:It?>^¥i^1:^^ i^^mzM A.fzT $ J Wl 
^ft-^U y ^^-ji—y-^i) v p^-nj ^yVvn— y £^"T & (P. 
Tontonoz etal. (1993) Mol. Cell. Biol. 13: 4753-4759) 0 mftiMWMM 3T3-L1 
©IWl^CMi^ltS ADD-l ©36^* — >& PPARy £:<£.< felTli&o 

??kiy(DWi'&bmm. M^rsm^Mmmiz^x add-i fcfcgiwtttjgsess-fr 

(J.B. Kim and B.M. Spiegelman (1996) Genes Dev. 10: 1096-1107), g;£Mi£ 
muztlZs ADD-1 ©t h^^E D^T'fe^X^D— ;i/$iJ^IIH^J^^>^^H 

(SREBP1) l± N ziv^^D-^ftat^H^-r^jt^c^tig-^tT^^ (C. 

Yokoyama et al. (1993) Cell 75: 187-197),, 

hSje© .tat:, en?* (DU^m^&mjfiMmfHb iz mm asm £ & & t x v > * 

UTx m^h'C^at^MBa^h^b-r^cii:* 5 ^ £*l£>© 

friz^^x^i^t/v^m^nx^u^o 

mmmmwm 3T3-L1 £J^Jte«^#fb£^££&f::&, <^>J£JEM (FBS). 
^3^1/^ V:7^;i^+f->^> (methyl isobutylxanthine; MIX), 7 r ^F-1t^^^> 
(dexamethasone; DEX), £ i^-OX 'J ^OJgJKifflljS^bSi**;^ > 
(adipogenic hormones) ^ItJ>5 0 Z(Do % MIX i± C/EBP/J& £f§# 
U DEXttC/EBP<?&R$t"S£fc#fcl£*iT^S (Z. Cao et al. (1991) Genes 
Dev. 5 : 1538-1552) m&iW&^<Dft{b (adipogenesis) (DWMlz&ttZ PPAR 

PPARy mRNA©^^ASir© c ^;a{3»^tlS©^(3-^V^Ti±^ C/EBP/3<Z>_h^* s 
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PPAR7©&3ECgg-CfcSpJll^jb s %*e>;h,a (Z. Wuetal. (1996) Mol. Cell. 
Biol. 16: 4128-4136; Z. Wu et al. (1995) Genes Dev. 9: 2350-2363) &©<ZK 
in vivo ©H^fr£>lis PPARr^mfi C/EBP/?fctt&fcA/£ft#UT^&v>ci t 
Wfji&ZtlT^Z (T. Tanaka et al. (1997) EMBO J. 16: 7432-7443) c PPARr 

f&JfcPB^&SCIfctfifeftT^a C/EBP 77^ U— 5t^^*>J:I>'»»^© 
^-fboSlii&aai^TfeS ftt^* PPARy3Ifc^©#gSI£!^-f £ 

H^Ogtm&frV^ ^©fcSlfls ^>-fl&JElfilM (FBS) ©^©-oT^S7D7^ 
^>#s 'J>&< t*^IMi^«tj3UT, C/EBP /? 31^*5 ctt>* PPARy 

int. #sgf«£>&s mm^s ro^^fv^o^tMT (sp^ppar 

<fctf PPMrTS^bH^o^STtc^^Tf't^PH^^M^MflS^©^ 

<b ^^v^^t-^t % z t & mm u & • 
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(2) ££>ic, PPMy^mb#J#^#LTi^ (1) fc:iB*B©#8u 

( 3 ) &mvtmm&&mmwmvt(Dy'n ^^^y^m^m lt^^, 

(1) (2) fciB«©#Su 

( 4 ) $>|g&ffl£^&|B!J@# NIH-3T3 «T"$>§, ( 1 ) ~ ( 3 ) ©V>Ttl^ 

(b) M«©^tt-NO^b^^tBT§X^ N j3J;tf 

(6) £e>ic s PPARrfStt^J^it^LTUSs (5) (CIBtg©^, 

(7) f-f^^^«W3fe^©7-D7^5 : ->^§#:^^b-CV^^s 
(5) £fz\± (6) fciB«0^&x 

(8) mwiMi&^vftih*, mm^ommomfe, mmmm^co^it^m 
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(5) (7) (Du-rtnnzmncDfite. 
O) &t&&mmm#mte&mii-mmi&'z&z. (5) - (8) ©^rn*» 

(a) rD^^fclfctfci^fcfc&MS-eax^ zfeitf 

(11) SiMSS©^l:PlWJSfc(^b{)£»J^x>7 >7?Z>JjW; 

(a) 7D5*^>gg#fc#^*4fc£&«£-£;5Xg x *«fctf 

(b) T-p^^^^s^tsg^-ra^b^isa^-rsxg, %$tr;&au 

(12) J3ia5W©^bPlMJ^fcli^b{Sji^J^x^ y-=>^ta»ffi 

(13) ^«©^bPlS^J^^I^b{Sji^J^^^ >;-^>^ir£2m 

(a) ftmtZMm-C&^T, fro7D7^>C 

-»e^£«r^**-#$A£ftfcffliiS£ji&Taxg N 

(c) Kamat:*j»tsu*-^-fSi4*tftair*xg, s^tf^^x 

(14) •7u?#7>mmm*mitoi&ft£-r2>. mmm^itmmM. 



WO 00/46348 



PCT/JPOO/00567 



-8- 

d5) 7D7^>§g«i§i»i:t^ mmmm^immm, 

(16) 7u?z?>mmm\*mmftt-fz, mmmm^itumms 

(17) 7D7^f>gg«fbi$wwtt?., mmmMfrfcvzm 

(18) (5)*?, (1 3) <DU?ftMztm<Dj5mz£*)%ffiLo2>, M 

( 1 9) 7r3 5>t7?>*mmftt-rz, mmmm^ti^mm, 

(20) ru^t/T-yzmfljf&fttTZs ppart cD^mmmM, 

(21) 7D7^f>^«^J:n^ cm?j3commmmms 

fc. *mmz&^x rmmmj&A tit, mmmm^m^-r^^mmx, wast: 

JM£^A/£:fctK f*rtx*;i/=¥— ©B?j& (lipogenesis)fc»S(lipolysis)&fr 
nJIET-feS (0O;t«* Signal 6 JK^£ftT^S)o ^fi&&ffl£?i*&iiBI 
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^£f|-fo £©«fc5&fti£-$ifc:tiU 0iJ;Lfcf N J£8H4v^l>>f> (placental 
lactogen) (Cohick et al., Mol. Cell. Endocrinol. 1996, 116, 49-58) 

NIH-3T3«T-&3#, BALB/c3T3, Swiss3T3 & RlfE^x. *> ftSo #H 

tzo *IS^©^^fet:^3^^Tfflv^^»4^*^t6^^EraSl^lB^JlaH:. Tu^i7 

7*o^^^->^:^^=i- K-r^. cDNA S^tr^S'***— fcffllfifcaiA'f 3 d 
$Rfcg"3§f£«l Lifers ^-£ffl^T. 7*P^^>g^#:#%^UT^SIffl 

jejuni (#j m&<D cdna -7 ^ u-©^^ >;-^>^3&;^cd^ 

01 £K PME18S — (Mol. Cell. Biol. 8:466-472(1988)), CMV promoter 
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-te"I£/fotc<fc Off "5 £ h#T* §5 (Current protocols in Molecular Biology edit. 
Ausubel et al. (1987) Publish. John Wiley & Sons. Section 11.4 — 11.11) 0 

M^^;^^^?L^ (Current protocols in Molecular Biology, edit. Ausubel et al. 
(1987) Publish. John Wiley & Sons. Section 9.1-9.9X ij*7i^ ^ 
(GIBCO-BRL 1±m). Z n <i > V x. V 1/ 3 ir©£8rC*T 5 C i: # Rjfi£T" 
&Z>bK U h n £>f ;i/*£ffi^fc£8sfc Rjtg-c&a (Pear et al., Proc. 
Natl.Acad.Sci. USA, 90, 8392-8396, 1993) 0 

^^msmm^mm<Dmm^mtLxi±, -at, (caif serum) 
*mnLfzdMHi%iwm^t>n%o a-fbJSttfcBu dex. mix, -r>*u>. 

iikA s fflVN^n^o ^mmmm&MMi±!iiLmmm£&wnizm^tz&, t%miz& 

WCttx -Bic— Jggj£ x igife££ife-f a£fc#ffi:L^o 
#H«"J£:fct^ igflfefcx T'D^^^XzijPx.T, PPARrOtSM^J^^iP 

£o J&ilC^Vvtfcts WAKyfemtMiZ. PPARy £;ft3B§J8« 

AQ-rs£:$?iin^ (03^. « N *iis60yt43tt5j»aejia^fbK*j|iOS[*>?>4 8«fF^ 

^5S^)o PPARr ©tSttfcaifcLTfciu 0!l*.fc£x hn^'J^^X x>^U*\/> N 
f ^- ^* U * v; > & b'<D3-7 V V V > ^ * > (Thiazolidinedione) ETYA N 
BRL49653, 15 deoxy-A12,14-prostaglandine J2 &h*#3M:f & ft£o 
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z. co □ 5 * * > - 7v ^ >? * y%te<k*ft \j tz i/ 7i-)ifcm* mm * ft &tem 
i-KBM * mm t tz itvzmt zmmft ttz, mmmmcDfritwm 

«©«»-^0#«¥£f&m-r s - £ t: J: »> ^ * u > y-r a £ £: #-e 
y-->^;&&Bu n^m, (a.)mmn, tiXUru^? 
^>£tzi±?com$mcD&ftTs &t&&jsimm&mi&*t&m-rzzzm> wmm 
m<DmffiMM^<Dfrfc*&ih-?z>z-u, (c) mmu$¥^i : (Mm) 
tz&ttzWi'&ttt^ m^bzmmztzitm&t&ib&vozmtRtz^ns 

&^£*l3o ia#0ft(K8u ^?£{c^oTfT9Ci:^T'§a (Current protocols 
in Molecular Biology edit. Ausubel et al. (1987) Publish. John Wiley & Sons. 
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Section 11- 12 — 11. 13; Current protocols in Molecular Biology edit. Ausubel 
et al. (1987) Publish. John Wiley & Sons. Section 11.4~-11.11; r Functional 
transplant of megabase human immunoglobulin loci recapitulates human 
antibody response in mice,Mendez,M. J et al.(1997) Nat. Genet. 15: 146-156j ; 
Methods in Enzymology 203, 99-12K 1991) ) 0 

&<x itit>%3- h*"T£ cDNA&, &R<D'7u?im/&&{tcmk®ta'&bm 

-=> x *<Dmm,ni$7u => >? ^ > & u <\±ru =? $ > %mfe ^Irjt mm 
& u < & r p ^ * ^ «fc & #figttiaiim#3(aiiiacDijift5«BjiaM siast- 

(D&wits 0'j;t&s mmniz&tfzmffi®wm?tet>%mffiffi<DBm, mmom 
fe&fc&ft{bximi&ft<DBi&x&z#MzifimAjX' < % t%ft&&vx < a) 
& bommmmt lx omm^m?* h £ {3 * d fr? c i: &x~ £ SotamBu 

IT^^^g/EPi^^t^AZ^ft K^^T*@^0il-Red-0KmT*^BL 
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d t nJs£-£ S oB&JteJffiWS:® -7— * -5115^ h b T (is $1 * BU aP2 N GPDs Adipsin 
(Cooketal., 1987 Science 237, 402-5)*. leptin (MacDougald et al. , 1995 Proc 
Natl Acad Sci U S , 92, 9034-7) teX&mifbtlZo mffiMM^<Dfr'{t*mm 
-TZMfc^t bTBu 0fl3.HU PPARy. C/EBP/?, C/EBP6. C/EBPa^ ADD-1 ?<£ ¥ 

v RNase rDr^^aVftlCtDIBtftSIfciJ-CgS (Maniatis et al. , 
Molecular Cloning, Cold Spring Harbor Laboratory ) G £tz^ MWO"<)\'X&ti 

R&ftitmmffl(D{%ffix&2>tmfe£n, -^ mmnm^cDfrfcoivmmmz 

> £ © £*± ;He31 £ PIS r £ * © 7* d ^ ^ ^ > ggWcftffl b 7* u 7 £ ^ 

7 u =7 Z * > \z \%m b X * <D y D ^ * ^ > §&i£'^(Dl£'£%:&m £ fc ttKESr 6 
©flbx 7D7^f>-/D7^f>^W £fl£Jlfi»jMb©£B 
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y p Z =3- £T>*/£ fcfctr □ ^ * ^ >g£#£iagHS$i bTfr? d 4: * Tf 

(a) 7"D7^f>^J:t»i:^i«^t5xa &<fct>' (b) 7u=? 

^ y^W^Um tlr 2> i> ©T-fc D > (a )«tftKS©#4T-e7 , D 7 2*>b7 
D7^f>f§#t^i^t^XS, (b) 7P7^>J:7D7^f 

o 

^f>^^^M^^^ii^*^ftM^ii;7'P7^^> 

©#&TT'i£li U 7D7^f>i:7D7^> i: ©*£-£r©Pf g * fc 
Ix5j<— >^^A*ffl^fc^-efr"5ii:*Rlt6-C*So -©£&&, (a) ft 

*j ^ $ -timxz ntzmm^^-r % m ( b ) mmmizn u mku,n%tz 
itmmm& &x?yu ? # z^m. (cmmmtisttzi'X-* 
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mx.\£, KM 4 Xcaseinjro^B-^— (Wakao, H. etal., EMBOJ, 1994, 
13:2182-2191) &m\ft>ti& 0 |=fc N l/tf-^-jtfc^i: LT B\ Cftic*M£ 
ft&l># s ^;Wk>7i7-fe' (firefly luc if erase) MfcT (Wakao, H. etal., 
EMBOJ, 1994, 13: 2182-2191) W&ns, ±137*0 ©TSfetgg'&b 

^ bT ^ & fttiErfcf&llgttfc < N Mz.\Z. CHO (Chinese hamster ovary) 

u— ^^^t^Df^^tifcYb^tt. ru^ t=f-y -7u 

*^B^©^^ » — D»f>ixfcJltfl6J|fflJiao^fb*ffi§^fct4igji-r* 

&Jf±> y ^7J— ;i/ (Thiazolidinedione) &£<2M >*/a. U >ffiin;t4M^^^#^ 
t(D&m iZ X 3 << U > State ©2 & & £ & « # 18 £ ft § o 

Thiazolidinedione mmmiz & 2> j > is 3. 'J >ffiiaftfl¥l&©£#rtT'©#^»lll 
&*£^:££^£ftT^&^# N 3T3L-l »tC:fc^T TNF-a t «fc 4 -f U > 
^ffl©Pfi^£M^1-££ud$fi£#fc& (Szalkowski D et al. Endocrinology 
136: 1474-1481, 1995) 0 $Ltz, Thiazolidinedione mmM&mMji»mMmfrt>m 
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l&#&£(0kuno A et al. J.Clin. Invest. 101(6) : 1354-61 , 1998) 0 

&tzs *mMW£.%\,\T, 7D7^f>i)S N ^tmmm^mmz^x c/ebp 
&tz, 7'a^? ; ?>zm$mfrt~t2>, ?vARr<DffflnmMis&v c/ebp 

WHk^W DNA fc«fc b n- K^tio £ fcOTfeftBU gEDNA £5tfc : Pt£fSffl'^ 

©^a^t^ D^ft-rs^ m&mx-&tit£mMmnT2>z.t& 

^xmmmm(D^t^mmr^tz&(DumtLxm^^z\h^i^xh^o 

Milt, $J^^x7i^^-l:i5 s 3T3-L1 mm (A) *5ctt^ NIH-3T3 ^BB 
M (B) C/EBP/? mRNA©f§#£^-riHT"fc3o 

n>7;i/Ji> ht^bfc,«5, TIBOSfcS^x** — fc-^fr 10%£'>Jfil 
(CS) ^fDMEM (l/-> 1~8). SfcttlO%FBS ( ^jEMt) ^3 DMEM ( U 

— > 9) x zmmtsmLtzo mn&fr*>±wk*m&\ss ;—*r>7ny 

Vm*—: >S3 Xci t) C/EBP/? ©2gSi£iJi^£o ^U-V^fc^MfS/zg/b- 
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7i^^-^t^ U-> 2-5 &^tl^ft37ng/mk lllng/mh 333ng/mk 43<tV 
1/zg/ml O/o^^^X U->6 (M) &0.5mMMIX, I/ — >7 (D) & 1/zM DEX, 
8 (I) \t 10/zg/ml D >*ia^fc^«4^r« 

H2ii. 3T3-L1» (A) &£TMIH-3T3« (B) fc:fcW-^ 7D7^>© 

zi > 7 )i^>htmLtzmffi* io% ?7 is ikm (cs), dex, szu 

MIX &^tr DMEM t:, 7u =? *> in £.48 B^igltL£( b 

— > l~5)o ttf^iibT, M3SLfc3ffllJia% 10%FBS, -f U 

DEX N & «tlf MIX £^tf DMEM T'iMLfc (b-> 6) 0 mM(D± RNA (4#g/b-» 
©y— !f>^Dy h««ffc«fct) PPARr mRNA£H^fco l/-> 1 Ii707^f > 
1/ — > 2~5 It^H^tl 37ng/ml N lllng/ml N 333ng/mh & <fctJ< l^g/ml © 

13lt NIH-3T3 IMMW7D^7A{:i,1t5rD7^f>Oif 

3>7M>M:lLfc« N 10%FBS, ^>X«;>, DEX, & J;l>-MIX £^ 
if DMEM fcfc^Tx 1/ig/iil 07D7i7f>#ST (P) &fct±##:£T(None)T- 
48B#^t£§iU ^©&5/zM hP^^VX2.5^g/iH>^'JX £cttMO% 
FBS £#*r DMEM fcfc^T. l^g/il ®7D7^f>#ST (P) £fc&##£T 
(None)T-iSStLfco 4MbK?!*^ LfcBIS[(days)lc^ENA =&#«U #1^- 
>{cH*(3^g)©RNA ^^S)ty-1f >7*D y h/W ^ 'J ^ -fcf— >a > tlj: D 

El 4 ft, NIH-3T3 $fflflg(C7-p 7 £^ >g£#*£flfrft t fcii^© s 
C/EBP/?*«fcVPPARr mRNASI«0iS5tt©±^*^-rEIT-*)So 

pSV2neo©^(NeoK £fc&ro v£^>:§g<fc2g3l^* — £ pSV2neo 
(PR), NIH-3T3«^ h^>*7x^>3>Lfco 
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(A) : zi>y}\y=c> VlzmLtzMMZ 10% is Ham (CS) £ "a'tr DMEM lC7"n 

^^>£, mm^m^L^t^mx., zmr^mLtdu— > i~5, 6~io) 0 ^ 

RNA #b->{c^S(3//g)© RNA £&KjLy — »f >7*D y h/W7*>; 

*TJ M—i/B >{ZJ: £ C/EBP/3 mRNA £M/rbfc 0 b-> 1 & 6 li/D 5 
>&U U — >2*5 e t^7i±37ng/ml£D7 , D^^^> > i.->3*3c};t>*8{illlng/ml 
©rD^^^Vs b — > 4 & £W 9 It mng/ml <D7°u^ t? b-> 5 
10 & 1/zg/ml ©:rD^*^>£fln£fc«-£©$gj&£jj%?-. 

(B) : 10%e7^lfil^ (CS), -Y U X DEX, i5«fcVMIX'*^tr DMEM C7"P7 
^^>%. fflS^ii^ f>»{:|inx.s 48 Bf F^JgH bfc( U-> 1-5, 6~10) o 
mm(D±Wk (2/zg/U->) ©y— if>^Dy rJSPWfcJ:!) PPARr mRNA 

PSRNAT-IHICtc Ufco 
EI5fcju NIH-3T3 mm<Dmffimt&^<DfHfr7u ^ Afcjsij-srn^^^vS 

* U hD^'iJ^v>#ST, 7D7^f>&b (None) f-fcfcfc 1/zg/nl 

®^7^> (P) §^tp FBS#fb*gifeTi§*Lfco E^tfcBUt 
(days)(3±RNA *#KU £-1/ — >fc^?*(3/zg)CD RNA fc&ftL^— if >7*n y 
h/WT-'J *V-fc?— >3 >fcl«fc »9§gMfla^^«^©^m*^U^o (A) 

i/>mmkfctt&fe£iftmtzmmm. (b) li**-^ */>bm4» 

H16{± N ^^-^-f S/>»'i43te?©» (Neo) SfclirD^^f >S$ftSftt: 
(Neo+PR)^^r^, NIH-3T3 &M¥©SIM¥ICT"fc So 

ss^fcafe^tfux* ftfcHiiss =i > > h tear £ £T-ign u i/zg/«i 

©:7P7*^>##£T*L<tt#:irF (+prolactin h^H3)T\ 

I^^T 10 BBSJ*«Ufco *©&*BMS&B£U Oil-Red-0 T&feLfco :7d 
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^?3->§:®&%:mm.T%mmn±, SflS#*l<«e!K Oil-Red-0 

[#%0|J] YMffi^v — 7'{ / ?U(Dfz#>(DcMA(Dm%& 

C/EBPa. C/EBP/?, C/EBPtf^ PPARr. aP2, :fc «t V GPD cDNA £ H J-^y^u 
v YMffi<D7u-7lzm^Z>tzisb, &{tmm 9 B@t«lfc 3T3-L1 

^•>*C/EBPa, 5' -ATGGAGTCGGCCGACTTCTACGAGGCGGAG-3' (iE^J#-^ : 1) 
C/EBP/?, 5' -ATGCACCGCCTGCTGGCCTGGGACGCAGCA-3' (iH^'JS^ : 2) 
v£XC/EBP<5, 5' -ATGAGCGCCGCGCTTTTCAGCCTGGACAGC-3' (i£?iJ#-§ : 3 ) 
"7 V * PPAR r , 5' -ATGGTTGACACAGAGATGCCATTCTGGCCC-3' ( IE?!J : 4 ) 
ve?^aP2, 5' -ATGTGTGATGCCTTTGTGGGAACCTGGAAG-3' (iE#l#-^:5) 
v>X GPD, 5' -ATGGCGTTTCAAAAGGCAGTGAAGGGGACT-3' (BB9!I#-^ : 6 ) 
&Mfc?Z%-M-?Ztz&. ±f3-^^U =3^^l/^-^ F£ DIGJIs&bT 3T3-L1 

mmmm cdna ^-rr^u-^^^ u-^^-r^ci^t;:^^^ t-^d- 

>£f#£o in vivo <D#J t) fH t (3 «fc D lamda gt 22 phage (cffi^jiStlfc^^o 
->|77X^ K pZLl >+r— h *:LTmf#L£(Gibco BRL) 0 

OC/EBP/? rMk(D%.mzR&T7n7??->(D&W 
C/EBP/? mRNA©^^l±.MIX,Dex. >X "J >,LPS. >#-d -< (IL-1X 

T^S (S. Akira et al. (1990) EMBO J. 9: 1897-1906; Z. Cao et al. (1991) 
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Genes Dev. 5 : 1538-1552; R.W. Clarkson et al. (1995) Mol. Endocrinol. 9: 

108-120)0 #sgH#t£&s 7-D7^># s m-ummmumm m±L%*Em$t 

mW^*>^, JCRB9014) (NIH-3T3«) (»»M> 

#*P7*#-5f RCB0150) OC/EBP/? TaWkcommzmMT 3fr£f£ItfU£o 

10%«7*>lfil?il (CS) (GIBCOBRLftgO %"atf DMEM (B#£M&ffiM) Tr^« 
L3>7;i/x> h{331bfe«*s 10%<7^J§&]EM (FBS), feS^teTFtBlc^ 
ir££^£&^73:7*-#:£T& L<ii#^ST^rp^^^> (Sigma ft) 
©i£^fb (37ng/mK lllng/ml s 333ng/ml, £<fcl>* l//g/ml) $tT3^{fffl 
£-^fco^©^N^:RNA£:£$£rp. Chomczynski and N. Sacchi, 1987, Anal. Biochem. 
162: 156-159J ©^{C^oT«L> 1 %Ti3v-X/2.2H frJlATK^t K 
>r;i/fi§U7Xifr@U t^Dy^>77>A^tf; (T. Maniatis et al., 1989, 
Molecular Cloning: A Laboratory Manual, Second Edition, Cold Spring Harbor, 
New York, Cold Spring Harbor Laboratory Press) 0 * 9- U > 7*;i/— T rRNA 

(D.L. Herrin and G.W. Schmidt (1988) Biotechniques 6: 196-197, 199-200) 
U RNA CD h ^ > 7. 7 7 £ Vft T- & £ £ U o 

Boehringer Mannheim # (^ Roche Diagnostics &) ©7"d h:=»— ^tfifeVv 
C/EBP/? cDNA £^tf pZLl £ EcoRI Id <fc D MBit U in vitro £ D DIG -7 
£ Hfc RNA 7* D - 7"£ U o ttWiiS fttz T > > X RNA 7* D - 7*& ffi 
VMI. Witt<D7°n hrr— ;u (Boehringer Mannheim £t (51, Roche Diagnostics #)) 

left v > y -if > ; \ 7* u ^ -t?- 1/ a > £ ff fee 

^©*£Jfl£I2l 1 A^J;t;Bt^to 3T3-Ll«t£^Tf^ /D^fVM 
Ift&C/EBP/J mRNA©^(iH^^n^^ofe(lIl U-> 1~5) A*. MIX (0.5 
mM) (I/ — > 6), Dex (1//M) (U-> 7K »J > (10,ug/ml) (U-> 

8) IcHbTlis gtC$B^£*VT^£ iots «T 3T3-L1 »tc::fctt£ C/EBP 
/3 mRNAcD^a^Ji^bfeo FBS C/EBP/5 mRNA cD^^^J^^Ji^bfeA^ 
MIX. DEX. ZtzteJ >7> »; >f3j±^£2:»tt{£fro£: (l/->9)o 7-D 
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(DmilUftm&ibtltzo rD7^^>^^ 333ng/ml {zfrZt, C/EBP/tfCD^a 
Itmm^MLtz (ilBs V — >4.)o MIX&C/EBP/? mRNA ©U^;1/£:7d ^ £ 

^->tmmm^mtu^^tz (b->6) c dex -w c/ebp/G©^^:^ 

m&Vtz{)s->7 &&U8)o FBSteu 7^ liC/EBP/? idRNA©^ 

mmm 2 ] 7-d ^^>y; nih-3T3 mm^xxfmsjimmmm 3T3-li annate** 

mmiz cm?/3&mm?z&Bmmm&&Mm~zi±s c/ebp£©i^;i,#-5£ 
(omm^mzz £??p&r commitfemhznzzttfftbtiT^zii. wu et ai. 

(1995) Genes Dev. 9: 2350-2363) o ^3T\ 7d 7 ^^-XO^ifi PPARr ©#S 

10%<^>jM, <i>ZV> (lO^g/ml ), DEX (1#MX MIX (0.5 nH) 

fcffllS^ 48 B#Fs3f£JH3**:. ^fBSilLT^ 10%FBS N -f U > N DEX, #«fctf 
MIX S^tr DMEM£, D > 7;i/x> Mlft ^fctt^ll] CBSP^fi^ PPARr 
mRNA (D§&M& MIX N DEX> ^ilM 'J #c#T3 (Z. Wuetal. (1996) 

Mol Cell Biol. 16: 4128-4136) fc#> N ^tL^> 3 o©BiMIS^bSI#^;i' ; &> 
(adipogenic hormones) 0#£T-£lll££fTo tz a FBS ttt/P 7 ^>#^ii 
;h,& (R. Biswas and B.K. Vinderhaar (1987) Cancer Res. 47: 3509-3514) fz 

13 3 KDmmMifofHbmm*)^ y^m^tz^o^^tzn^^^tzo 
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3T3-L1 m*5ctt>'NIH-3T3«^?>^RNA*#^b. PPARr cRNA(^>^"fe> 
X RNA)$ !7°n — y'b bT iiu&© C/EBP /3 <DWi& £ mm fc J -If > 7 d v h JW#t £ 
^fofco !H2{Z^©)igS^^1-o -£©*£J^ PPARr mRNA &:t"d ^^©ilJg 

m&mzmm$nz^%z.btmwLtzo 2 B^tgife£:7*D^^>##£b& 

^ofct^glto^Ts 3T3-L1 Iffll^tz&^TfSl'^l/© PPARr mRNA #H?=l£frl£: 
(H12A. l^ — > l)o ^^ru^^^y^mm-t^b, PPARr mRNAMi±££ 
fcif&^tifc (lx->2~5) 0 10%FBS S^trt&ifetts 333ng/ml ®7D7^> 
^tr^ithiSJ*!]^ PPARr mRNA £s§#b£: ( U — > 4 t 6 ^JtStOC t)o 
NIH-3T3 »{3*>UT*)IqJ1i{3 s rn^?->©JB*flc#fl<J& PPARy mRNA ©SI 
##j££ofc(EI2B % b-> 1~5) 0 bfrb&#£>. 7D7^f>^#STT 
{i.PPARr aRNAH:tftmi»S^T-Cfeofc(l/ — > 1 ) 0 3T3-L1 l^tc. 10% 

FBS fct 333ng/ml ©:t*d 5 >7*>k.m&<D PPARr nRNA ©SS3M6£^Lfc (I/ — > 
4 i: 6£J£ige©£ *:)• -rfcfc^ ine> tjSV^Ts rD^^>&PPAR 

[n»>j 3 ] ^{btg*^©7*n ^ * ^ >©»& nih-3T3 mmcDmmmm^it 

yuV^A (adipogenic program) & 

T-x NIH-3T3 iSfflJMflHMI, ^^ftlit: ^T®?!©^^ (permissive 
conditions) 7D7^f>MTv ^MbKSfc&frofco 

-r&t>*>s n>7;i/x> Yizm^tzmm^, io%fbs, i^m dex. o.sjdmmix, 

iS^lMO/zg/nW >*U>£^tf DMEMfct&ife&£ifeUfc (0Bg) o 48B$IS&s 
tgife£ 10 %FBS. 2.5 J ug/mW>*U>£^tfDMEM£&j&U W&lBi5t£J& 
ife^^bfco ^ti$ilS©B^3Siti; bfco 2 HH©igt1kic^n^ti 1 
/zg/ml ©7*D-7^>£An;t. EJ&fc&ilLfco 
^MJja©^b^-*-3i^T*feS aP2 &<i;t>*^V-teD--;w-3-'J>Sert 
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K u^f-jr—M (GPD) cMAZ7o-7£LTm^T. tiZtmmcDfi&X' S -V 
#rT"l;± aP2, ^ U -fe D -;i/-3- U >&^fc KD^t- fe* (GPD) ^©^bv-*- 

3-7 s J (thiazolidinediones) ii Ltft h tiZikS^t PPARr © 
&:£?&r£frfb@^-r&tK ^MBS^©^b^^<{£jt1-^> (B.M. Formanetal. 
(1995) Cell 83: 803-812; J.M. Lehmann et al. (1995) J. Biol. Chem. 270: 
12953-12956) 0 hD^*'J*y> (troglitazone) liCLtl^cZMb iT'fe £ s 
^#g^F^^m^^«^^b^-&^^^±#^-&^) (J.M. Lehmann et 
al. (1995) J. Biol. Chem. 270: 12953-12956) 0 £©{b-£1£>£ffl V^T£ h \Z%^ 

10%FBS, l^MDEX, 0.5mMMIX, 10>tzg/mW >^ U >£^& DMEM 

48B#f B ^ >^ra^- h U ?Oi>f>X'J> (2.5/zg/ml), 10%FBS h 
tttC 5//M©hD^'j^V*>^^tf DMEM (§£^fF^*gtt!l) b&WkLtzo tgifeii- 
Bfc^tc&l&Lfco £2^ hn^U^V>^JDBu^©tgife(c l^g/ml (D7D7^ 

(3*5^^^^^^^ mRNA ^©B#P^3i^^bTV>^>o C/EBP/3 mRNA©l/^;U 

{i24^j^rt(c^tz^L. wmmz-czn&mnztitz m3 s i^->2~3) 0 
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3 B^s^l^;W±^£{£TUfc(H3, 4-7) » Z *i 3T3-L1 

mUfe-eWL^Zntzbco (Z. Cao et al. (1991) Genes Dev. 5: 1538-1552) t~ 
StbTVNfco 2Blltit C/EBP><5 mRNA 1/^K57d ^ ^>#c£ft&^fbi;i: 
giSg^n&frofc (b-> 2~3&cl;i>*8~9 ^ib^©^i:)o UL3B@J-» 
7D7^f>*s.#4f5t C/EBP/? mRNA < £ frM^ l/^l/fci^^tlS d 
£#¥00.3 L£ ( V — > 4~7:fccfc^ 10-13 ^ifcgi©^i:)o 
£tz, C/EBP<5 cRNA £ :7°D — ~7t 1/T±f3il|5||il3 LT ^ — if >7*D y h$M?r 
C/EBPtf mRNA Ob^;u^^«^O^b^#i:«icm^Ds 2 

nmmui"<)i'izm%£ft?z (H3, u->2~3) 0 LfrL3BSici±, c/ebps 

mRNA :§&l#Jilc:f£TU *<Dm±te tA,&k&istitefri f Zo Ztilt, 3T3-L1 
MMT:WLmgnfz1&mbMm$)-C$)&o 3T3-L1 C/EBPtf mRNAfcU BB3 

^VM/^;Kc$|^^tL. ^©m^^gTLT^7< (Z. Cao etal. (1991) Genes 
Dev. 5: 1538-1552) 0 y& ^ & 3->(D%mz£& C/EBPtf mRNA b^KDBJfi&jS 
U&tMl£:ft&fro£: (03, l— > 2-3&£t>*8~13 

3T3-L1 ttfc&l^Ty:. PPARy mRNA Is ^JU±mM(DfriblZ & *) ±Wt 5 Z b 
#£H.£>ftT^£ (Tontonoz, 1994 Cell 79 1147-1156) 0 NIH-3T3«T\ <®Wi<D 
Zk ftmZ2>fr¥ofr%m-<fzo PPARr mRNA MIX, DEX, *5ctt>W>XU 

^^{wM^bfe (I/ — > 1~7) 0 ZtHzftLT, zm^pT-yzimttoz-tz 

t§£\ m^mmou^Mt 3T3-li aj^it^^fr&^gv^ 2 b§© ppar 

r mRNAcD^&iiJIftfciiflQU 10 B i £Tgi?§l£*lfc (U->3, 9, 8~13) 0 

T'D^^^xut) c/ebp/3 e> xC/ebp -izm? z 

— ~D<D&Wm^--Cfo% C/EBPa mRNA ©7d ^ ^?->©^£!l^&o C/EBP 
a cRNA (T>5^-fe>^RNA) <&7*D-^(cfflV>T, ±mtmmz y-if >7*D y 
b8?*/r£*T tuH3hISJ^cD^(Cj3VNT, C/EBPa mRNA ttf&tB^ft&fr 

ofeo ZOZhlt. C/EBP/? mRNA^^Wt^-r^#H6M^^«{3^(t 
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Z>m&£—%LTZ (Z. Wu et al. (1995) Genes Dev. 9: 2350-2363) o 
GPD i5ctl>*aP2 -If >7-ny hjSfc&r©*S£s 7D7 ^>£^tf*g 

HSLfc (S3), rD7^f>^STT'^ aP2mRNAi£3 B@fr£ 10 BUT- 
IS^^tLfe (b-> 4~7) 0 Ctl?>0^^g^tgit^7*D7^^>^iPx.^^i: 
tCctoT^ aP2ate^f©^=gt±Ji^#nfc (0 3 N b-> 4-7 & «fc IF 10-13 £ 

#£TT'tt N GPDmHNAfc*8 BgfclilSU 10 B § ^T^OS&iiAn Ufc (EI 3, 

[^»J 4 ] /D7 *^>g£#:££ffittfc:3&giT £ NIH-3T3 80I3<Dflg/lJM@ 
7>-fb 7 P ^ A (z £ ft £ 7d ^ ^ 7^ > 
4-1) 

-<£o h7D7^f>S$fti&f (PR) (Shirota M et al., 1990, Mol. 
Endocrinol., 4, 1136-1143; ^-f^ N ^— tf;b 7 V — K U y h *— i/*— Wi% 
pft(D Dr. Roland Bal 1 X Dt*#) £ pME18S (Mol. Cell. Biol. 8:466-472(1988)) 
'nIB^&^n ^^-v-T J/^ttlfe^Sn- h"T £ pSV2neo (Clontech) 
riipofectAMINE PLUS (GIBC0 BRL)j £/JH^T^tt©M«l3ft^ NIH-3T3 
^^(C h7>X7in bfc o m<*:^{C(±PR$^tf7-7^^ K 8#g i: pSV2neo 
0.4//g$: 20// 1 ©PLUSsSH (GIBC0BRL) h 30// 1 © lipofectAMINE (GIBC0BRL) 
1.5ml CD OPTI -MEM I (GIBC0 BRL) ^T^iST" 30 frffij h b 

fc^. 8ml © 0PTI-MEM I fcflOxfco 1 BHufC 10cm 7=^ yi/at 8xl0 5 $ffl|g©Sg 
JgT*l;l^*fflfi§£ 0PTI-MEM It«U DNA £^tf&©«ilrr&£Ja;Lfco 31519] 
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37°CT-1' >3f^- h LfcgL 10%jE#^>JfiL?*£^if DMEMT" 24 B^igfiU 
^(D'fe. 0.4mg/ml <D G418 T-jiJRU£o ^tlhlTs *:Tv-f >> >tft4«£^ 
(pSV2neo)©#£#ALfc«&M2RLfco h7>^7i^> h{±14BP^G418 
??£TT-ji*RU Wt£^D->£3D--^f?££-y-fc 0 G418 Mtt=J D -— 
m$MWL (60~70/5= r i' v^^tr^* 1/zg/ml ©rn ^ £^>£^;tr 

BuiEOSi^^{3SS$^ 10 B^ insitu"?:#{b£-t±£ 0 ^^(i(± N £f\ 
10%FBS N 1//M DEX, 0.5 iM MIX, 10>ag/ml >X U 1/ig/ml <D7u 

^^>£^tfDMEMT*«£48l§F^>*jL^-h ts ■O^T-'f >X 'J > (2.5 
Ug/m\), 10%FBS, 5^MO hD^*'J^V>, j3«tl>* l^g/ml (D7u ^ ^>£^ 
&DMEM (^l^^ife) b&mLs 8 Bf&J in situ T^Hb^-tirfco ig±te-B^5 

tf PBS T"H^U Oil-Red-0 T^feLTJ^JM^©^ 

£tl^L£:(A. Preece (1972) "Manual for histologic technicians", 
Boston, MA.: Little, Brown, and Co.) c ^tVlciSfiMClytl^ 

*^m-tz>fribLtzmM&mm$ti-&fr^tzo l^u mft(D&\,^&mm-?: 10 

tfltimLT^ZZhfiK 0il-Red-0 ffefefc <fc Stf2£*ifc (3 d 5 0 %W 

&fc>&l\ t"^to^Mlf«cDtt«aiiOil-Red-OT-{i^bT^^ti^^o^o 
^<&Hk^£=i h7^7x^ h bfc G-418if^^D--CD$^ 11%^ n 

ttmim-c&, frithfzzin=.-i±tt } 2%T'*>ofco zti^cD^m^mnz^ii 



WO 00/46348 



-27- 



PCT/JPOO/00567 



$*lfcG418i»tt3D--ft©^gtT-feSo %tz, »ft3Dz-ft|i % Oil-Red-0 
<-p^D--^o^ Oil-Red-0 ffefe fc: «k t) SS < Lfrffefe^ft&fr-Dfc 





in situ nu—- 












it^(%) 


pSV2neo 


232 


5 


2.1 


PR+pSV2neo 


213 


24 


11.3 



4 - 2 ) 

4i8ii^{Cc):^#fib^ 20,000 w±cd^ n->§ii«)fco mmmx-i±ya^^^ 

>t«fct) C/EBP/J&itf PPAR 7 mRNA*^^^tlfeih^e>. £ *l £ ©fcfc^Se 
3>7;i/x> HZjtLfc8BJS£ 10%*$>jfo?£ (CS) ^r'atf DMEM t:7D7^f 
o y bMtirlzJ: *) C/EBP/? mRNA £|?#f L£o 
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loiii©, m&i&fttf)*: c/ebp/? mMkcDm^mm^ntz (eu^^'uka, v 
-> i~5)o yu^^^>^i^%^mm^i±. yv^^^^^com^^x 

r>n%^tz (®4A N b->6~10) o 

PPARr mRNAizSIS-rrD7^^>©^W*)iH^fcolO%^^jfii?i(CS), 
10/zg/ml -Y 1/*M DEX. -fej;l>*0.5 mM MIX £^ir DMEM Izy'n ^ Z^-y 

*s ffiM^ii^U^^'^mtCiJDXs 48B#F^t£§iL£o EI4B (±^CDh 
«*cfct>-rD^^^>^^MflSA^ RNA j—^yy'uv hffi- 

ta PPARr jD8.M<D$&mttWim£tltz (H 2B & cfcZ>*H]4B, I/ — > l~5) c dfte> 
(Z7*p-7^^>g^^MFif&5{3^^-&fc»l¥T(±s PPARr mRNA fg^llzM 

7D 7 ^ f >ggft®gFif W^^Itf PPARr mRNA&cfctWEBP/? mRNA©^ 

7u^?^>®fr&T/#ft&Tiz&v%frfcmm*miiftLtzo mfomziz^ t 

10%FBS. 1//M DEX. 0.5 mM MIX, &£?f 10/zg/ml ^ U >£^t? DMEM 
£i£ii£3£gl (OBI) U 48 8$FbH >*:i^- h bfc^L -T>*U> (2.5,u 
g/ml), 10%FBS t±t(3 5//M© hD^U^^><&^tf DMEM (^^f^gtgife) 

/zg/ml ©7D v^^>^|jp^ s !§Hi{c^*b/io 

p^^^>#ST^*5^Ts 3 nmzcm?j3 mmk%,m±. mmmom^ ( m 3 ) 

ill^imt. fc)-r^{3±#bfc (E15A) 0 T-p^^gg&^msrtr&s r 

P7£^>#£T£:fc^T, 3 Bit: C/EBP/? mRNACD±#^H^^tl (125 
A, U->4, 9, i5ckt>*S5BCD^tv^$i:b^©^i:)> ^©^fr-f frlc^Sgm 
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U^Jlft&tztltzo C/EBP<5 mRNAfc^HvCfciu ±ftihMmz&^T, mMMmt 

*>yu^ ?^>mmwmt£®mz.w,mi5*it£fr^tz 0 Mmmmmx-^ 

^f«STt% PPARr mRNA#g3lfci2 B @ 1 tK ?(D'&mmW& 
TLtz (u->l~6)o 7'u??^>§:mfa*mpJrmz&%,m£ : £Z>b PPARr© 

:fe£Z>*B. U->9~ll)o aP2 mRNA &i3o|fflJS§g¥}c&^T, 3 B S Ui&ffi^tifc 
(U->4) 0 yu^P^XOmnlzjL b aP2 mRNA^ii^<?Stt^^tlfe (;1 
^.;i/A js.fctfBx U — > 9-11 £ifc8t©c:i:)o 7*D7 *^>gg#$g3lffl|]i&8fc: 
ifct^TBu yv^^^-xomalzXb &2iWh<DftmtiL£ fife 0 

7D7^f>^ftT-rH:> ^MBfl&S^&^T 8 B&T-& GPD mRNA ttSfcA/ir 
tftaj^n**»ofc (^*;i/A, U— > 6) # N 7-D7^f >$£TT'8Bil:^(D 
te¥*U:#bfc (U— > ll)o 1rI«{C, 7•D■7^5 L >^i^:^^l«l¥t:i5V^T 
& N 7-p^^^>^^TT-{iGPDmRNA{±^m^tl5fe^ofe B, 1 

~6)^7 , D^^7 < -><D^n(3 e ); D GPDmRNAl£##±g&£;ft,.5 B i (C (i GPD mRNA 
#tfcaj£*U 8 BBfc:i«fc:iianUfc (H 5B, b-> 10 ll)o ffeOJUM 
flS^flsHat^— itfi^T^S C/EBPa©^ii8 BIHOJgfMBIig^&fflSft 

^^taoiia©^flj*ffi«aTajs?bfco r 4-ijj t^tjujifiiffliJiaR^ife 
T-m&Ltztzz, is>m&mfc?<Dfr*m\LtzttmmMTit (yu 

WTx 0 6 N Neo*J e fct>*a2)o :tl?>©ffl[:7 , D7^>^ilDt^}:to5 
^l>*£»gfc#*ix.£o IfefeOJgSI, 4%©«##fbL££«L£ (06. 
Neo+prolactiiu ii2)o — 7*D 5 ^ >5£#*&^T*iBllfla£I^K®^i 
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CIU fltJte?iS£MlLfc (I26 N Neo+PR+prolactin is J: 15^ 2 ) 0 £tzZL(DMM 
Ht*7D7^f >ft&&Tt&fHb*<Dl&T1fifr ftfc ( 5 %s m 6 s Neo+PIL 
& 2 ) 0 - Oil hit NIH-3T3 »©flgMJ3S-\©^«J^^b©^4?)(c{ir D 7 £ 

^gft-MBttzi h7>77x^J/a>Lfe G-418 13-23 %#JjgJft£ 

©aajiufc* h ^ >xxi^«>3>ii8ti:j5^t N -5- >**a& 10 ©moms*© 



7*— Mfc^D- yomtT 






pSV2neo 


<1 


pSV2neo+prolactin 


4±1 


PR+pSV2neo 


5±2 


PR+pSV2neo+prolactin 


18±5 
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(C. Jiang et al. (1988) Nature 39 : 82-86),. PPARr mRNA S^if-^-rr 



WO 00/46348 



-32- 



PCT/JPOO/00567 



(b) mmM(Dmjy3MM^<Dfrih*&iti^-2>^m, 

(c) tttasm^^T (wjss) £.&&2>m&kit^ u&it&mm&izitfeM 

8. Me«^©#-fb£> JSfflflaja+cjiiJifi©^^ mffifflm^ofrih^mmt 

9 . #t£raitm§£«# nih-3T3 mst-^ s N 1*1 5 ~ 8 ©^-rax^tciB 
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(c) s«eijiafc:i5^4U5j?-^-?stt^tftmr*xg x &^if2m«> 
14. yu^t^-y mmm zmmfr t-rz, mmmm^bmmm. 
i 5. rv^tj-y^mRmmzmmfrttz, mmmmfrmmMo 

1 8. §1^5^ 1 3©V*mfrfcf3tt©;&»fc<fc!)#«L.5ax JJiMflS 

1 9. 7D7^^>M^i:t5, mmmm^tuMMo 
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SEQUENCE LISTING 
<110> Helix Research Institute 

<120> Methods for inducing adipocyte differentiation, 
and chemicals which control adipocyte 
differentiation and methods for screening them. 

<130> H1-007P.CT 

<140> 
<141> 

<150> JP 1999-24625 
<151> 1999-02-02 

<160> 6 

<210> 1 
<211> 30 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: an 
artificially synthesized primer sequence 

<400> 1 

atggagtcgg ccgacttcta cgaggcggag 30 

<210> 2 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
. <220> 

<223> Description of Artificial Sequence: an 
artificially synthesized primer sequence 

<400> 2 

atgcaccgcc tgctggcctg ggacgcagca 30 

<210> 3 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 
artificially synthesized primer sequence 



WO 00/46348 



3/4 



<400> 3 

atgagcgccg cgcttttcag cctggacagc 

<210> 4 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 
artificially synthesized primer sequence 

<400> 4 

atggttgaca cagagatgcc attctggccc 

<210> 5 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 
artificially synthesized primer sequence 



<400> 5 



WO 00/46348 
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atgtgtgatg cctttgtggg aacctggaag 

<210> 6 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 
artificially synthesized primer sequence 



<400> 6 

atggcgtttc aaaaggcagt gaaggggact 



30 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP00/00567 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 C12N5/00, C12N15/11, A61K38/22, A61K43/00, A61K45/00 



According to International Patent Classification (IPC) or to both national classi fication and IPC 
B. FIELDS SEARCHED 

Minimum documentation searched (classification system followed by classification symbols) 

Int. CI 7 C12N5/00, C12N15/11, A61K38/22, A61K43/00, A61K45/00 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
WPI (DIALOG) , BIOSIS (DIALOG) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


Y 


Connie A. Myers et al., "Characterization of BCE-1, a 
transcriptional enhancer regulated by prolactin and 
extracellular matrix and modulated by the state of histone 
acetylation" , Molecular and Cellular Biology (1998), 
Vol.18, No. 4, P. 2184-2195 


1-22 


Y 


Zhang-Zhi Hu et al . , "Transcriptional regulation of the 
generic promoter III of the rat prolactin receptor gene 
by C/EBP £ and Spl", The Journal of Biological Chemistry 
(1998), Vol.273, No. 40, p . 26225 -26235 


1-22 


Y 


Peter M. Spooner et al . , "Development of lipoprotein lipase 
activity and accumulation of triacylglycerol in 
differentiating 3T3-L1 adipocytes", The Journal of 
Biological Chemistry (1979), Vol.254, No. 4, p. 1305-1311 


1-22 


Y 


Lehmann, J.M. et al., u An antidiabetic thiazolidinedione 
is a high affinity ligand for peroxisome 
prolif erator-activated receptor (PPAR)", The Journal of 
Biomedical Science (1995) , Vol.270, No. 22, p. 12953-12956 


1-22 



^ Further documents are listed in the continuation of Box C. Q See patent family annex. 



* Special categories of cited documents: *T* 
"A" document defining the general state of the art which is not 

considered to be of particular relevance 
"IT earlier document but published on or after the international filing "X" 

date 

"L n document which may throw doubts on priority claim(s) or which is 

cited to establish the publication date of another citation or other "Y" 
special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or other 
means 

"P" document published prior to the international filing date but later u &? 
than the priority date claimed 



later document published after the international filing date or 
priority date and not in conflict with the application but cited to 
understand the principle or theory underlying the invention 
document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to a person skilled in the art 
document member of the same patent family 



Date of the actual completion of the international search 
10 April, 2000 (10.04.00) 


Date of mailing of the international search report 
18 April, 2000 (18.04.00) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 


Authorized officer 
Telephone No. 



Form PCT/ISA/210 (second sheet) (July 1992) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP00/00567 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


Y 


Zhidan Wu et al . , "Conditional ectopic expression of C/EBP 
13 in NIH-3T3 cells induces PPAR y and stimulates 
adipogenesis" , Genes & Development (1995), Vol.9, 
p. 2350-2363 


1-22 



Form PCT/ISA/210 (continuation of second sheet) (July 1992) 



